1) We recognized that 971 school children participated in the study. What percentage of school students participated in this study? In other words, what is the participation consent rate of students who participated in this research? If the participation rate is low, there may be a possibility of bias, so it is important to state the participation rate. 2) About Table2, the total number of children was different in each variable item. Author need to correct the data. If there were many missing data in each item, the result with big bias was indicated.
3) It was stated in discussion session that similar results ware reported in another article. What was the novelty of this research? Although there were many descriptions about other report in discussion session, the significant point of this research could not be recognized from your discussion session. 4) It is necessary that H.Pylori infection lead to low MPV level directory? Was low MPV level caused by environment that affect H.Pylori infection? for example, diet intake defective for poor situation? 5) There were many tables. Please consider omitting or summarizing them.
GENERAL COMMENTS
The title" Association between infection with Helicobacter pylori (H. pylori) and Platelet Indices" However other hematological indices have been investigated too e.g. RBC Methods It is not clear how the schools were selected? Authors have mentioned cross sectional study I think multistage sampling was performed.
It has been mentioned mothers were interviewed It is not clear if mothers were called to the schools or how they have been contacted? I do not believe that all student have brought the stool samples Two methods were used to diagnose the infections. However it is not clear what method was used as infections in this analysis There is strict method for taking the sample, transferring and analysing platelets. I think this is has not mentioned by the authors Many important infections can lead to low platelets e.g. malaria which has not been mentioned in any point of the paper. Statistics Data were not tested for normality. I feel all these variables were not normally distributed. Thus totally different methods have to be used to analyse these variables This obvious in the linear regression where it is desirable to use the log for the dependent variables such as platelets
VERSION 1 -AUTHOR RESPONSE
Reviewer: 1
Reviewer Name: Chika Kusano Institution and Country: Division of Gastroenterology and Hepatology,
Department of Medicine, Nihon University School of Medicine
Please state any competing interests or state 'None declared': None declared I enjoyed reading this article entitled "Association between infection with Helicobacter pylori (H. pylori) and Platelet Indices Among School-Aged Children in Central Ethiopia: A cross-sectional study". Author investigated the association between H. pylori infection and platelet indices among healthy primary school children in Ethiopia. This study was interesting one, but it was unclear what the novelty point was. There were many similar report published. Author should emphasize the novelty point. The comments should be addressed.
Thank you for picking this up -We have justified the novelty of the overall study in the introduction (Page 6, Lines 4-12) which reads "Whilst the role of H. pylori in low platelet counts and ITP disease aetiology is intriguing, most studies to date are conducted in high-income countries on adult populations and lack data in children from low-income countries, where H. pylori is a very common bacterial infection, infecting more than 40 % of children (Amberbir et al., 2011 , Segal et al., 2001 . Furthermore, most of the available evidence to date comes from retrospective studies of symptomatic ITP patients in clinical settings, which is prone for selection bias and difficult to apply in an apparently healthy population who may have been infected with H. pylori sub-clinically prior to ITP. It is therefore important to assess the association between H. pylori infection and platelet parameters in apparently healthy populations". Our purpose in this study, unlike the previous studies evaluated the effectiveness of H. pylori eradication treatment on ITP symptomatic patients, was to assess the possible link between H. pylori infection and platelet indices among apparently healthy primary school children before the onset of ITP which may provide clues for the subclinical link between H. pylori and platelet indices prior to ITP diagnosis. In this context there has been no previous study that specifically looked at this association among apparently healthy school children in resource limited settings. This is a very important point -we have added the following sentences in the result section to describe the participation rate (Page 12, Lines 3-4), which reads: "A total of 1038 school children were invited to participant in the study, of 971 (93.5%) and 955 (92.0%) provided demographic information and biological specimens respectively. Our response rate was high, thereby minimizing selection bias.
2) About Table2, the total number of children was different in each variable item. Author need to correct the data. If there were many missing data in each item, the result with big bias was indicated.
Thank you for raising this point, we have done sensitivity analysis by comparing the distribution of demographic and life style variables between study subject who have complete outcome data (i.e. "complete-case") and "all respondents", and found a similar distribution in demographic and life style characteristics, suggesting selection biases are unlikely to play a major role in this study. We do agree though, adding a few sentences in the Methods sections will help the reader, and have amended the manuscript (in the Methods p11, lines 3-5), which now reads: "Similar pattern of demographic and life style distributions was observed among study subject who had complete outcome data and all respondents using sensitivity analysis (Data not shown)"
3) It was stated in discussion session that similar results ware reported in another article. What was the novelty of this research? Although there were many descriptions about other report in discussion session, the significant point of this research could not be recognized from your discussion session.
We addressed this comments on novelty of the study in our first response (please see our first responses)
4) It is necessary that H.Pylori infection lead to low MPV level directory? Was low MPV level caused by environment that affect H.Pylori infection? for example, diet intake defective for poor situation?
We thank the reviewer for this comment; our study is a cross-sectional design, which makes it difficult to attribute causality (i.e. H. Pylori infection lead to low MPV level directly) since we didn't have hematological parameters prior to infection. We mentioned this as limitation in the discussion section (Page 17, Lines 15-17). However, to explore the impact of the potential confounding variables (sociodemographic and environmental factors) on the observed association between H. pylori infection and low MPV level, we have done multivariate analysis and adjusted important factors know to be associated with H. pylori and low MPV level from the literature such as maternal occupation, maternal education, and other markers of socioeconomic status, and none of these significantly modified the effect estimates. Furthermore, acquisition of H. pylori infection in developing countries usually occurs during infancy and very early life (Sullivan et al., 1990 , Kehrt et al., 1997 , which limits the possibility that low MPV level preceded H. pylori infection and reverse causation to be an alternative explanation for our findings. We do feel though, adding a few sentences in the discussion sections will provide better context to reader, and have amended the manuscript (in the Discussion page17, lines 21-24), which now reads "The possibility of reverse causation is difficult to fully eliminate as all, but acquisition of H. pylori infection in developing countries usually occurs during infancy and very early life (Sullivan et al., 1990 , Kehrt et al., 1997 , which limits the possibility that low MPV level preceded H. pylori infection".
5) There were many tables. Please consider omitting or summarizing them.
Agreed, The title" Association between infection with Helicobacter pylori (H.pylori) and Platelet Indices" However other hematological indices have been investigated too e.g. RBC
Methods
It is not clear how the schools were selected? Authors have mentioned cross sectional study I think multistage sampling was performed.
We thank the reviewer for this comment and apologise for this oversight. We have added few sentences to the Method section (page 7, lines 10-15) to provide better context for reader, which now reads, "We used a single-stage cluster sampling to recruit participants from the schools. Out of the possible nine governmental primary schools in Sululta town, three (i.e. Laga dima, Wasarbi and Abdi Boru) were selected randomly. Additionally, two primary schools (i.e. Sher and Batu) were included from Ziway town. In each school, students aged 4-14 years, who were willing to provide demographic information and biological specimens participated in this study.
It has been mentioned mothers were interviewed
It is not clear if mothers were called to the schools or how they have been contacted?
We are grateful to you for raising this point; we first approached the local health department in both towns and visited each school prior to the beginning of data collection to explain school principals and teachers about the goal and nature of the study. These people were responsible for explaining the study within their school community. Later, students were approached through the school principals and asked them to bring their mothers to the school. The investigators then invited mother and their child to participate after the objective of the study was explained using a written information sheet. We also encouraged each potential participant to discuss their participation with other family members before reaching a decision. This approach is valued by mothers and has been shown to be feasible in previous studies in our settings. Lastly, a written informed consent documented by an independent witness was obtained for all participants, as approved by the IRB of Addis Ababa University College of Health Sciences, Department of Medical Laboratory Sciences. We do believe though, adding few sentences in the method section (Page 7, Lines 17-21) could give better context for the reader, which now reads-"We first approached the local health department in both towns and visited each school prior to the beginning of data collection to explain school principals and teachers about the goal and nature of the study. Students were approached through their school principal and asked them to bring their mothers to school. The investigators then invited mother and their child to participate after the objective of the study was explained using a written information sheet" I do not believe that all student have brought the stool samples
We thank the reviewer for this comment; we had 971 children who provide demographic information, Of 955 (98.3%) gave stool specimens, suggesting a high response rate thereby minimizing selection bias. Furthermore, we have done sensitivity analysis by comparing the distribution of demographic and life style variables between study subject who have complete outcome data (i.e. "complete-case") and "all respondents", and found a similar distribution in demographic and life style characteristics, suggesting selection biases are unlikely to play a major role in this study. We mention this in the Methods section (page11, Lines 14-16) of the revised manuscript Two methods were used to diagnose the infections. However it is not clear what method was used as infections in this analysis
Thank you for raising this point, we have added a few sentences in the method section (Page 10, lines 5-6) to clarify how exposure variable (i.e. infectious status) defined in our study, which now reads: "Exposure to Helicobacter Pylori infection " was defined as a positive result of either H. pylori stool antigen or serum antibody tests.
There is strict method for taking the sample, transferring and analysing platelets. I think this is has not mentioned by the authors
We agree with this suggestion and apologise for this oversight. An additional paragraph has now been added to the Method section (page 9 line 10-23) to provide better context for reader, which now readsPlatelet measurements A 2ml of whole blood samples were drawn from a forearm vein, collected into tubes containing ethylenediaminetetraacetic acid (EDTA) between 9:00 and 10:00 am and analyzed within 2 h after venipuncture using an automated haematological analyzer (CELL-DYN 800 Hematology Analyzer (Abbott, USA) and Sysmex KX-21N Hematology Analyzer (Sysmex, Japan) at Sher Ethiopia and St. Paul's Hospitals Hematology laboratory respectively. The analyzers aspirate the blood sample, dilute and count platelets and measure Mean Platelet Volume (MPV). The instruments were monitored daily with normal, high and low controls provided by the manufacturer before running the specimen to ensure quality of haematological analyses. Additionally, the automated hematology analyzer also provide leukocytes and erythrocytes counts, and measures Mean Cell Volume (MCV) and Haemoglobin (Hb), and calculate Haematocrit, Mean Cell Haemoglobin (MCH), and Mean Cell Haemoglobin Concentration (MCHC).
Furthermore, we also discussed the limitation of our method used to measure platelet parameters in the discussion section (page 17 lines 12-15)
Many important infections can lead to low platelets e.g. malaria which has not been mentioned in any point of the paper.
We thank the reviewer for this comment and we recognize that, in principle, the role other infectious disease including malaria might lead to low platelets level. However, we feel that understanding the spatial and seasonal distribution of Malaria transmission in Ethiopia is important to clarify the anticipated effects of malaria infection on low platelets level. Malaria transmission in Ethiopia is temporally and spatially dynamic, with transmission unstable, seasonal, and linked to environmental variables such as altitude and rainfall. Higher transmission of malaria is thought to occur among populations living at low altitude, and the peak season for malaria transmission is documented from October to December after cessation of the major rainy season. Our study was conducted on apparently healthy school children from April to July before the peak season for malaria transmission, and Sululta town where the majority of the school located, has an altitude of 2450m above sea level suggesting malaria transmission is expected to be very low. While we cannot completely exclude the possibility that some children who had low platelets level might be due to malaria infection, this was unlikely to be the case, due to the above mentioned temporally and spatially dynamic of malaria transmission in the study area. Additionally, we had data on intestinal parasite status and C-reactive protein (as proxy indicator for overall infections and inflammations) but none of these significantly modified the effect estimates (Data not shown).
We do believe though, adding few sentences in the discussion (Page 18, Lines 3-10) could give better context for the reader, which now reads "Studies in clinical settings has implicated that infection other than H. pylori such as malaria (Shaikh et al., 2011 ) and viral infection (Kim et al., 2016 ) may lead to low platelets disease. Although, this remain the possibility, our study was conducted on apparently healthy school children from April to July before the peak season for malaria transmission in Ethiopia, and Sululta town, where the majority of the school located, has an altitude of 2450m above sea level suggesting malaria transmission is expected to be very low and unlikely to be an alternative explanation for our findings. Furthermore, we had data on intestinal parasite status and C-reactive protein (as proxy indicator for overall infections and inflammations) but none of these significantly modified the effect estimates (Data not shown)"
Statistics
Data were not tested for normality I feel all these variables were not normally distributed Thus totally different methods have to be used to analyse these variables This obvious in the linear regression where it is desirable to use the log for the dependent variables such as platelets Thank you for picking this up, we did check the normality of the data using Kolmogorov -Smirnov test and some visual methods such as histogram and Q -Q plot during the initial analyses. Both platelet count and MPV were slightly skewed but the residuals were generally symmetrically distributed. To select the best model that fit our data, we compared Akaike information criterion (AIC) and Bayesian information criterion (BIC) for the generalized linear models with normal, negative binomial, and gamma distributions. The results are provided below for the predictive model with main effects that was applied to the platelet count data.
Normal Distribution: AIC = 10559.232; BIC = 10573.612
Negative Binomial Distribution: AIC = 12112.051; BIC = 12121.638
Gamma Distribution: AIC = 10657.903; BIC = 10672.284
Both the AIC and BIC were consistently smaller for the Normal Distribution than they were for either the Gamma or negative binomial distributions. These results provide support for our adoption of the generalized linear model with a normal distribution. We also tried your recommendation of transforming the dependent variable with log unfortunately these model rejected a goodness of fit tests, and skewed distributions of their residuals. Furthermore, our statistical test, Generalized linear models (GLMs), is an extension of the classic linear model that allowed for the accommodation of non-normal responses as well as a non-linear relationship between the expectation of the response and the covariates (Nelder JA 1972). We fee our statistical approach is appropriate for our data.
Nelder JA, Wedderburn RW ( 
GENERAL COMMENTS
I read the author's response and the revised article entitled "Association between infection with Helicobacter pylori (H. pylori) and Platelet Indices Among School-Aged Children in Central Ethiopia: A cross-sectional study". Author subscribed a lot of items to consider, but it is difficult what they want to emphasize in this article, there was no consistency between study items and contents of the paper.
1) In Table1, the number of H. pylori positive was 343. But in Table2, the total number of children was different in each variable item, and in Table3, the number of H. pylori positive was different in each variable item too. Author explained about it in response, but it was so strange.
In result session, they descried that "of 971 (93.5%) and 955 (92.0%) provided demographic information and biological specimens respectively." But only those who submitted all items should be targeted, it is simple. Looking at this table I feel this strange.
2) Author answered that their purpose was "to assess the possible link between H. pylori infection and platelet indices among apparently healthy primary school children before the onset of ITP which may provide clues for the subclinical link between H. pylori and platelet indices prior to ITP diagnosis." But this is just cross sectional study, they did not observe whether these children were suffered from ITP, they could not discuss about the ITP in this article. That is excessive discussion.
3) There were too many tables and statics, it is unclear what the authors would like to emphasize.
VERSION 2 -AUTHOR RESPONSE
Responses to Reviewer I read the author's response and the revised article entitled "Association between infection with Helicobacter pylori (H. pylori) and Platelet Indices Among School-Aged Children in Central Ethiopia: A cross-sectional study".
Author subscribed a lot of items to consider, but it is difficult what they want to emphasize in this article, there was no consistency between study items and contents of the paper.
1) In Table1, the number of H. pylori positive was 343. But in Table2, the total number of children was different in each variable item, and in Table3, the number of H. pylori positive was different in each variable item too. Author explained about it in response, but it was so strange. In result session, they descried that "of 971 (93.5%) and 955 (92.0%) provided demographic information and biological specimens respectively." But only those who submitted all items should be targeted, it is simple. Looking at this table I feel this strange.
Thank you for picking this up -We agree this is worthy of further clarification. Table 1 shows total number of H.pylori positive subjects (343), but Table 2 shows total children who were H. pylori positive and had complete Platelet data (313), which is lower than the total H. pylori-positive subjects. In other words, 30 H. pylori positive subjects didn't have Platelet count data, however, since the majority of children 313 out 343 (99.7%) had both H. pylori and Platelet data, this will not be a source of selection bias. We don't think this is a discrepancy rather showing the total number of study subjects who had both outcome and exposure as well as only exposures.
We also reported the overall non-response rate by showing the total number of participants invited originally (i.e. 1038), of this only 971 were willing to respond for questionnaires (93.5% 971/1038). Of 971 who responded to questionnaires, only 955 provided stool samples. This kind of situation is common in epidemiological studies where study subjects took part in the data collection by providing demographic information/questionnaires but decline to provide stool, blood and other biological samples. Since the overall participation is higher, we think selection bias will not be a serious problem. We also feel reporting those who had complete data; as well non-responders in the paper would give better context for readers.
2. Author answered that their purpose was "to assess the possible link between H. pylori infection and platelet indices among apparently healthy primary school children before the onset of ITP which may provide clues for the subclinical link between H. pylori and platelet indices prior to ITP diagnosis." But this is just cross sectional study, they did not observe whether these children were suffered from ITP, they could not discuss about the ITP in this article. That is excessive discussion.
We fully agree with the reviewer, we over stated in our pervious response letter, however, we clearly indicated in in the manuscript (page 6, line 12-14), which read: -"The aim of this study was therefore to investigate any possible association between H. pylori infection and platelet indices among apparently healthy primary school children in Ethiopia". We also clearly state the objective in abstract section that reflects your recommendation (Abstract line 4-5).
Regarding the comments about the limitation of our cross-sectional design. We acknowledged this limitation and amended in the discussion section (page 17, line 15-18) in our revised manuscript, which reads "A further limitation of the current study is its cross-sectional design, which makes it difficult to attribute causality (i.e. H. Pylori infection lead to low platelet indices directly) since we did not have information on ITP or hematological parameters prior to infection".
The reviewer also recommends avoiding any discussion about ITP in the manuscripts, which we found as helpful suggestion. We didn't discuss our results in relation to ITP in the discussion section. However, we only provided background information from the previous study in literature and to show the gap (Discussion page 15, line 6-10) which reads; "Most studies investigating the link between H. pylori infection and platelet parameters to date have been retrospective clinical studies aimed to evaluate the effectiveness of H. pylori eradication treatment on ITP patients (10-13), and most reported an increased platelet count after successful eradication of H.pylori infection among patients diagnosed with ITP. However, studies in apparently healthy populations, particularly those from lowincome countries, are remarkably scarce". We used these statements just to show the lack of previous study outside the clinical settings, particularly using apparently health children from resource-limited settings. Other than this, the entire discussion focused only on the association between H. Pylori infection and platelet indices.
We thanks the reviewer for the comments, we moved Table 2 to online supplementary in the revised manuscript. We only showed four tables, Table 1 overall distribution of demographic information, the remaining three tables focused on our main objective addressing the association between H. Pylori infection and platelet indices only. Hope this will help the reader to focus on the main findings.
